METHODS

The Graded Tetrazolium-G6PD Method
Principle of the nsethod.
The biochemical basis of the graded tetrazolium-G6PD method is illustrated in Figure  1 . Figure  1 , glucose is the only glycolytic substrate that is added to the system. The procedure depends on endogenous production by the erythrocyte of all other essential substrates.
"Macro" technic.
1. Five ml. of blood are collected in 1 ml. of acid-citrate-dextrose (ACD) (A or Strumia formula). The specimen is refrigerated at 4 C. until the test is performed (not later than one week after collection).
2. The supernatant plasma is removed after either centrifugation or overnight sedimentation at 4 C. Exactly 0.5 ml. of packed erythrocytes is added to a 15 ml. centrifuge tube containing 9.0 ml. of isotonic saline and 0.5 ml. of 0.18 M sodium nitrite. The tube is incubated, undisturbed, at 37 C. for 20 minutes. 3. The tube is centrifuged at 4 C. for 15 minutes at 550 g., and the supernatant is removed and discarded.
Care is taken not to disturb the buffy coat and uppermost layer of erythrocytes until after the third saline wash (Step 4). 4. A 9.0 ml. volume of isotonic saline (at 4 C.) is added. The cells are thoroughly resuspended, and recentrifuged as in step 3. The supernatant is discarded, and the saline wash is repeated a second and a third time. After the third saline wash, the buffy coat is removed, with care to remove as little of the uppermost layer of erythrocytes as possible. stain.
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MATERIALS
The methods described were applied to each of 283 consecutive blood samples obtained from subjects of various ethnic groups. The samples were collected in ACD solution and retained at 4 C. for not more than one week. The samples were coded, and each test was performed without knowledge of the results of other methods.
RESULTS
The appearance of erythrocytes stained for G6PD by the tetrazolium-G6PD method is illustrated in Figure  2 . 
